Microcebus murinus as a novel model of spinal cord injury
Injury model: We then developed a new model of lateral spinal cord hemisection in Microcebus murinus ( Figure 1A ) and carried out detailed behavioral assessments (Le Corre et al., 2017) . Following laminectomy of the posterior arch of the first lumbar vertebra, a lateral hemisection of the spinal cord was done under microscope using a micro-knife ( Figure 1B) . We also used longitudinal T2-weighted in vivo MRI to follow lesion evolution up to 3 months post-injury, followed by post-mortem ex-vivo high resolution T2-weighted-MRI ( Figure 1C ) and detailed histological assessments ( Figure 1D ).
Behavioral and imaging assessments:
To evaluate post-operative deficits, characterized by hind limb monoplegia ipsilateral to the lesion; we developed three different behavioral tests that were all performed 10, 5, and 2 days prior to surgery and then at 1, 3 and 7 days post-surgery. First, for open field test that consists of an evaluation of the spontaneous functional motor activity, lemurs were placed in an empty test arena and observed by two independent experimenters for at least 10 minutes and scored from 0 (no movement) to 6 (normal walking) . The open field test revealed severe motor deficits of the hind limb ipsilateral to the lesion up to 6 days post-lesion followed by a progressive recovery reaching over 80% of their initial scoring from 14 days onwards. The contralateral limb showed a transient impairment up to day 30 post-injury and then returned to normal. To evaluate fine motor function, we developed a grip test that consists of scoring the ability to grip a bar from 0 (no attempt to grip) to 2 (normal grip). This test allowed identifying a gradual recovery of the hind limb ipsilateral to the lesion up to 70 days post-injury followed by a plateau at 75% of their initial scoring. The difference between the two hind limbs persisted up to the end of the experiment at 90 days post-injury. In parallel, we also performed automated gait analysis using CatWalk (Noldus, Wageningen, Netherlands) with many parameters analyzed related either to individual footprints (such as width and length of a complete paw print, pressure exerted by a paw, duration of contact of a paw with the glass plate, area of the print at max contact) or to the position of footprints in a step cycle (stride length, base of support, relative print position). CatWalk showed significant alterations in motor function of the hind limb ipsilateral to the lesion up to 6 days after surgery, followed by a recovery period and a final return to normal from 14 days post-injury ( Figure 1E, F) .
In-vivo T2-weighted MRI (48 hours, 1, 4 and 12 weeks post-lesion) permitted to identify tissue re-organization at the lesion site over time resulting in an initially hypo-intense signal that was ultimately followed by a hyper-intense signal). Subsequent ex vivo T2-weighted MRI ( Figure 1C ) and histological assessments ( Figure 1D ) permitted to quantify the percentage of damage tissue at the epicenter. No difference between the three modalities (in & ex vivo MRI and histology) were observed with approximately 40% of damage area at the epicenter at 3 months post-injury.
Histological assessments:
We next examine injury induced glial reactivity. We demonstrated a pronounced increase in glial fibrillary Poulen G, Perrin FE (2018) Neural Regen Res 13(3):421-422. doi:10.4103/1673-5374.228721 acidic protein (GFAP, 1:500; Dako, Glostrup, Denmark) expression at the lesion epicenter as well as adjacent to the lesion site (restricted to the grey matter rostral to the lesion). We also observed an increase in ionized calcium-binding adapter molecule 1 (IBA1, 1:200; Wako Pure Chemical Industries, Osaka, Japan) immunoreactivity adjacent to the lesion. These results thus revealed that astrocytic and microglial reactivity in Microcebus murinus persist 3 months following SCI. Interestingly we identified a pronounced increase in microglia/ macrophage reactivity coinciding with a hyper-intense MRI signal within the ipsilateral dorsal funiculus rostral to the lesion.
Perspective:
We have developed and characterized a novel model of SCI in a small non-human primates. We are now deepening our evaluation of the functional recovery of Microcebus murinus after SCI. In particular, behavioral assessments will be extended focusing on the grip test that can accurately discriminate fine motor impairments and detailed toe movements. In this regard, we are setting up a video monitoring analysis of Microcebus murinus along 3 axes while they are climbing on a scale consisting of bars of different diameters. To reliably quantify the precise force developed by the limbs, a bar with sensors detecting the force exerted by each hind limb may be used. This would allow an objective measurement of the force expressed in Newton as compared to a more subjective scoring based only on visual evaluation. A recent study has used a small iron bar mounted on a piezo-electric force to measure the pull strength of Microcebus murinus (Thomas et al., 2016) . In this test, lemurs gripped a dowel with their hands and were then pulled away horizontally from the dowel. Peak forces in the horizontal direction were then recorded. An adaptation of this test could permit to also analyze the grip force of the hind limbs following SCI and thus to evaluate outcomes of a given therapeutic strategy. Another line of development is to evaluate sensory functions such as loss of sensation, enhanced abnormal sensation and neuropathic pain that is a common complication of SCI. An approach is to adapt the vonFrey filament test to Microcebus murinus following SCI. This test had been successfully used to evaluate responses to peripheral neuropathy following ligation of a spinal nerve in Macaca fascicularis (Palecek et al., 1992) . Moreover, sensory changes addressed by von Frey test in non-human primate is currently one of the subject of studies developed by the California Spinal Cord Consortium. A simpler method, may be as for human to use different types of stimulation like light touch and pinprick to score responses of the primate (retraction or not of the stimulated hind limb).
In the model that we have recently developed, we used T2-weighted MRI (Multi Echo Multi Slices acquisition protocol) for in vivo and ex vivo acquisitions. However, to illustrate the mini atlas of Microcebus murinus spinal cord, we used ex vivo diffusion-weighted-MR axial images (dw-MRI) acquired using two sequential spinecho multi-slices protocols. Ex vivo diffusion MRI allows a better discrimination between the injured and intact tissue due to a higher signal-to-noise-ratio compared to ex vivo T2-weighetd images. The use of diffusion-weighted sequences should thus not only permit to better discriminate grey and white matters but also to measure more accurately the evolution of damage tissues over time. A future objective could be to correlate the percentage of lesion with the functional recovery rate.
Finally, from a mechanistic point of view, we will also analyze if a sub-population of astrocytes express markers of neuronal progenitors as we have recently identified in mice (Noristani et al., 2016) .
Conclusion:
As a conclusion, the new model that we have recently developed in Microcebus murinus can be used to promote translational research on SCI and represents an alternative to larger primates. Improvements in the follow-up after injury such as new tests measuring the fine motor movement and pull strength of the hind limbs after SCI, sensory function recovery and in vivo diffusion-weighted MRI sequences in this model will contribute and complement our understanding of SCI pathophysiology. Ultimately, it will be used for the development of therapeutic strategies to enhance functional regeneration following SCI.
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